mycobacterial species were tested to assess the specificity of the assay (See Table 1 from bTB-free herds that were included in a PTB control program. These healthy animals 246 were seronegative and fecal culture and PCR negative (PTB) for several samplings and 247 were considered negative for mycobacteriosis according to all analyses carried out afterbeing slaughtered (gross examination, serology, culture and PCR of tissues, faeces and milk 249 and histopathology). Thirty-two culture negative milk samples were obtained from cows 250 considered to be negative using the same methods and belonging to the same herds 251 indicated above. Six culture and PCR negative ovine tissues came from 6 animals 252 belonging to an experimental flock free of bTB and PTB that were deemed negative hominissuis and 50 fg for M. bovis BCG (see Table 2 ). 301
ii. Performance evaluation using spiked tissue samples 302
Inoculated homogenates displayed a final CFU concentration ranging from 303 Table  354 5). In addition, the PCR was MGIT tube) was identified as Mycobacterium sp. according to the previous confirmatory 368 PCR used. When DNA extracted from stored tissue of these samples was tested using the 369 novel PCR mycobacterial DNA was not detected. These DNAs were also negative for the 370 rest of PCR assays used throughout the study. Then, stored DNA from the original MGIT 371 cultures was used for ITS sequence analysis. The sequences of these amplicons did not 372 show significant homology with any published mycobacterial sequence and thus, it could 373 not be confirmed that these two samples had truly contained mycobacteria. In contrast, two 374 tissue samples from deer that yielded positive culture and genus confirmatory PCR result 375 that were also detected by the tetraplex PCR using DNA extracted from clinical specimens 376 could be confirmed as Mycobacterium sp. by ITS sequence analysis (see Table 5 for more 377 detailed information on all ITS sequencing results). Two M. bovis and one M. caprae 378 MGIT culture positive tissues were not detected by MycMavMtc PCR. 379
With regard to the field isolates tested with the novel PCR, all of them yielded the 380 expected result for each probe and were correctly identified (see Table 6 ). One M. bovis 381 culture (spoligotype SB0339) isolated in MGIT showed amplification not only for M. tuberculosis complex, IS6110 is the preferred diagnostic target because its presence in 409 multiple copies confers higher sensitivity to PCR methods. However, we used the devR 410
gene because it appears to be complex specific (21), because some strains lack IS6110 or 411 have low copies of it (21) and also because it provided better oligonucleotide compatibility. 412
The results of all tested strains indicated the method was analytically specific. or M. avium subsp. hominissuis positive by using additional methods (see Table 5 ). In 460 addition, two samples from wild boar that were previously considered MGIT positive, 461 identified as Mycobacterium sp. were not detected by our PCR. ITS sequencing using DNA 462 from original MGIT cultures of these samples could not identify any mycobacterial DNA 463 either. For this reason, we believe that more than of a lack of performance of the PCR 464 under analysis, it could be that the previous methodological strategy (MGIT culture and 465 conventional PCR confirmation of culture) failed in these two cases. Consequently, all their 466 results were deemed inconclusive. If a verified culture-based reference method that 467 considered the 10 confirmed cases as true positives and discarded the above mentioned 2 468 inconclusive samples was used to calculate the sensitivity and specificity, these will rise up 469 to 97.5 and 100%, respectively. Our field results might be slightly biased on the grounds 470 that the novel PCR was evaluated with a panel of samples already tested by culture; that is, 471 samples were not processed for culture and tetraplex PCR at the time. 
